Shaw and his coworkers found that benzami dine is a very potent small molecular com petitive inhibitor of the hydrolysis of benzoyl -DL-arginine p-nitroanilide (DL-BANA) by tryp sin [EC 3. 4 
. 4. 4] (1).
From this and other findings, these workers proposed that the site of trypsin determining specificity is composed of an "anionic site," to which substrates or inhibitors bind electrostatically through their positive charge, and a "hydrophobic binding site," which binds the hydrocarbon side-chain of the substrates and inhibitors (2, 3 
RESULTS
Competitive Inhibition- Table  I shows the K, values of a series of aromatic amidine derivatives (I-IV) and related arylmethylamines (V, VI and VII).
To study the spatial require ment of the hydrophobic site, the benzene This is consistent with the conclusion that an anionic amino acid residue with an apparent pKa of 5.2, probably aspartic or glutamic acid, plays an essential role in the binding of the enzyme with cationic substrates or inhibitors (4-6, 37). However, the curve in Fig. 4 is also similar to the denaturation curve of trypsin obtained using the difference CD technique by Ishida et al. (30) . Thus the above pH depend ency of the binding could arise from some conformational change of the enzyme on lowering the pH below 5. This alternative possibility can not be neglected.
Bechet and D'Albis (29) recently suggested the presence in trypsin of two functioning groups with an ionization equilibrium in an acidic pH range, one of which controls the conformational change of the enzyme (pKa 3.7), the other being essential for the inhibitor binding (pKa 4.5).
